Non-tuberculosis mycobacteria (NTM) can carry two or more 16S rRNA gene copies that 21 are, in some instances, non-identical. In this study, we used a combined cloning and 22 sequencing approach to analyze the 16S rRNA gene sequences of six NTM species, 23 Mycobacterium cosmeticum, M. pallens, M. hodleri, M. crocinum, M. flavescens, and M. 24 xenopi. The approach facilitated the identification of two distinct gene copies in each species. 25 The two M. cosmeticum genes had a single nucleotide difference, whereas two nucleotide 26 polymorphisms were identified in M. hodleri, M. flavescens, and M. xenopi. M. pallens had a 27 difference in four nucleotides and M. crocinum in 23. Hence, we showed that the six NTM 28 species possess at least two non-identical 16S rRNA gene copies. 29 30 Importance 31
It is well documented that some species of the genus Mycobacterium harbor multiple 16S 118 rRNA gene copies with distinct sequences (16, 19, 20, (23) (24) (25) (26) . In this study, the cloning 119 experiments targeting 16S rRNA genes facilitated the identification two distinct copies in six 120 NTM species, M. cosmeticum, M. pallens, M. hodleri, M. crocinum, M. flavescens, and M. 121 xenopi. Each strain was re-isolated from a single colony, and each of the two 16S rRNA gene 122 copies was reproducibly obtained from multiple clones derived from these isolates. In 
